Background: To investigate the risk factors for brucellosis in suspected cases of the disease.
Background
Brucellosis is the most common zoonosis caused by Brucella infection. The disease is classified as one of the category B infectious diseases in China. According to reports, the average annual growth rate of brucellosis in 2003-2014 is 20.8%, and it will continue to rise over the next 5 years [1] .
The symptoms of human brucellosis include undulant fever, weight loss, night sweats, joint pain, enlarged lymph nodes and hepatosplenomegaly. Because the clinical manifestations of brucellosis are diverse and nonspecific, a missed or incorrect diagnosis for brucellosis is possible, especially for clinically suspected cases [2] [3] [4] [5] . Clinically suspected brucellosis cases are defined as individuals with clinical manifestations and epidemiological profiles who test positive by the plate agglutination test (PAT). In fact, clinically suspected brucellosis cases include individuals with suboptimal health, misdiagnosed brucellosis cases, and patients with other diseases [6] . The clinically suspected cases lack standardized treatment and management protocols. Some of these suspected cases may develop chronic brucellosis, which poses a serious burden for treatment [7] .
In this article, we investigated the risk factors of the confirmed cases, suspected cases, and people without brucellosis to raise awareness among physicians and suspected cases.
Methods

Definitions
The diagnosis of brucellosis was based on the "Diagnostic criteria for brucellosis" (WS269-2007).
A confirmed case
A confirmed case was defined (1) by epidemiological history; (2) by characteristic clinical findings and (3) as having either positive blood cultures for Brucella or a serum agglutination brucella antibody titer of ≥1:100.
A suspected case
A suspected case was defined (1) by epidemiological history; (2) by characteristic clinical findings and (3) as having a standard plate agglutination titer of ≥0.04 and a serum agglutination brucella antibody titer of ≤1:50.
An asymptomatic infection
The difference between a confirmed case and a person with asymptomatic infection is that the latter was free of clinical symptoms and no organs were damaged.
Except for the suspected cases, confirmed cases and people with asymptomatic infection, the remainder of the visitors to the Songyuan CDC from 2009 to 2012 were negative for brucellosis.
Study protocol
A self-designed questionnaire was used to collect information, including demographic characteristics (sex, age, nation, education level, and occupation), contact with animals, manner of contact and clinical symptoms (Additional file 1), and the initial visit site was the Songyuan Center for Disease Control and Prevention (CDC) from January 1st, 2009 to December 31st, 2012. We excluded those cases that had a history of brucellosis and whose questionnaire missed important information that could not be supplemented, such as the exposure history and laboratory findings. Finally, we enrolled a total 3557 people (2860 with clinical symptoms and 697 without clinical symptoms).
Blood samples were collected from all the enrollees. Based on a titer of < 0.04 detected by the plate agglutination test (PAT), we found 1939 people (1487 with clinical symptoms and 452 without clinical symptoms) without brucellosis. Based on the criteria of titer of ≥1: 100 or ≤ 1:50 with the serum agglutination test (SAT), we determined 991 confirmed symptomatic cases, 382 suspected cases, 169 confirmed asymptomatic cases, and 76 people without brucellosis. Because brucellosis is characterized by the acute or insidious onset of fever and one or more symptoms, including night sweats, arthralgia, headache, fatigue, anorexia, myalgia, weight loss, arthritis/spondylitis, meningitis, or focal organ involvement (endocarditis, orchitis/epididymitis, hepatomegaly, splenomegaly), we randomly chose 30 suspected cases with fever to investigate the possibility of diagnosing brucellosis using the Brucella culture and validation with agarose electrophoresis or AMOS-PCR products [8] (Fig. 1) . The sequence of PCR primers is listed in Additional file 2.
Data management and analysis
Normally distributed data were displayed as the mean and standard deviation (x ±s). The median and Q1 to Q3 (25th to 75th percentiles, respectively) are shown. The chi-square test was used to compare the demographic characteristics, contact route, and clinical symptoms among the three groups (i.e., confirmed cases, suspected cases, and people without brucellosis). When the expected values in any of the cells of a contingency table were below 1 or more than 20% of the cells had an expected count less than 5, Fisher's exact test was used. The difference revealed by the chi-square test was further analyzed using the Bonferroni adjustment method. The adjusted significance level α was 0.017, and statistical significance was attained when a p-value was less than this value. Multinomial logistic regression was used to confirm factors influencing the occurrence of brucellosis. The assignment of independent variables is shown in Table 1 . For the brucellosis risk factors, we chose P < 0.05 for the inclusion criteria, 0.05 ≤ P ≤ 0.10 for the suspected risk criteria, and P > 0.1 for the exclusion criteria. The data were calculated using Epi-Data version 3.1 software and STATA version 12.6.
Results
Baseline characteristics
From 2009 to 2012, a total 3557 individuals were enrolled in this study and further divided into three groups (confirmed cases: 991; suspected cases: 382; people without brucellosis: 2015). We compared the differences among the three groups using the chi-square test and found significant differences in demographic characteristics, contact history (except with deer, canine, dairy and meat), and clinical symptoms (except dizziness, cough, wrist pain, omalgia, sacroiliac pain, and lymphatic swelling) (P < 0.05) ( Tables 2, 3 and 4) .
We further investigated the difference between any two groups using the Bonferroni adjustment (P < 0.017). For the demographic characteristics, our results revealed no difference between the confirmed and suspected cases. However, the confirmed cases were significantly different from the people without brucellosis, and the suspected cases exhibited significant differences from the people without brucellosis (except in education, P = 0.557) ( Table 2) .
After comparing the history of contact with animals between the confirmed and suspected cases, we found that only contact with swine was a significant characteristic (P = 0.002). Nevertheless, contact with swine showed no difference between the confirmed cases and the people without brucellosis (P = 0.012) or between the suspected cases and the people without brucellosis (P = 0.029). For contact with sheep, significant differences existed between the confirmed cases and the people without brucellosis and between the suspected cases and the people without brucellosis (all P < 0.001). Moreover, for contact with cattle, the people without brucellosis showed no difference with the confirmed cases (P = 0.021) but exhibited a significant difference with the suspected cases (P = 0.002). In addition, with respect to contact with substances, our results indicated no difference between the confirmed and suspected cases, but both the confirmed and suspected cases exhibited significant differences with the people without brucellosis (except for contact with dust in the suspected cases vs the people without brucellosis, P = 0.323) ( Table 3) . When comparing the clinical symptoms, we found no difference between the confirmed and suspected cases (except with fever, P = 0.004). However, the confirmed cases were significantly different from the people without brucellosis (P = 0.065), and the suspected cases exhibited significant differences from the people without brucellosis (P = 0.373) (except with chills and acratia) ( Table 4) .
Analysis of risk factors of brucellosis
We used multivariable logistic regression to identify the risk factors for brucellosis, and our results demonstrated that sex (adjusted odds ratio [ Table 5) .
Germ culture of blood samples
To investigate the possibility of diagnosing brucellosis in the suspected cases, we randomly chose blood samples from 30 suspected cases with fever to culture Brucella and found the bacterium in the blood samples of three cases. Furthermore, we used AMOS-PCR and agarose electrophoresis to identify the detailed species of the Brucella strains and found the species to be Brucella melitensis (Fig. 2) .
Discussion
Brucellosis is a common zoonotic infection caused by Brucella. This bacterial disease has not only a considerable influence on human and animal health but also a major socioeconomic impact because of loss in husbandry [9, 10] . Each year, there are 5,000,000 to 6,000, 000 brucellosis patients and 500,000 new cases worldwide [11] . Furthermore, most cases of brucellosis are underdiagnosed and underreported because of vague flulike symptoms, nonstandard medications, and difficulty in diagnosis [12] . Routine laboratory tests for the diagnosis of brucellosis include the PAT and SAT. If PAT and SAT identify suspected cases and trigger physicians to pay close attention to persistent symptoms in these suspected cases, Brucella culture from blood samples is a further determining method. Using the Brucella culture, Basappa G. Mantur found that 7.14% of suspected cases had brucellosis with negative PAT and SAT results [6] . Over 30% of clinically suspected cases are confirmed by this method to have brucellosis [13] . Similarly, we used this method and found that 10% of clinically suspected cases had brucellosis. However, this method is still deficient in providing information on the Brucella strains [14, 15] . Thus, we used AMOS-PCR to further determine the Brucella strains. Interestingly, the only strain we identified was Brucella melitensis. Because sheep-raising is the main economic source for farmers and herdsmen in Songyuan, sheep are one of the animals with which they most frequently come into contact. Moreover, Brucella melitensis (sheep) has much higher pathogenicity for humans than Brucella abortus (cattle) or Brucella suis (pig) [16] . These reasons at least partly support our findings. For these reasons, Brucella melitensis is the most prevalent Brucella species in Songyuan, Jilin province [17] . A high incidence of brucellosis exists in this province. As an agro-pastoral region, sheep, cattle, swine, deer, and canine are the main livestock. There is no clear border between the feeding areas and living areas. Moreover, the livestock waste is not subjected to sanitary treatment [18] . Contact with livestock and substances are the main activities contributing to brucellosis in Songyuan. We investigated the contribution of contact with livestock (sheep, cattle, swine, deer, and canine) and contact with substances (abortion products, dairy and meat, fur, feces, and dust) to the brucellosis risk. Our results revealed that abortion products were a risk factor for brucellosis both in the confirmed and suspected cases. Notably, feces were a risk factor for brucellosis only in the suspected cases. This is probably because the excreta eliminated by livestock such as cattle and sheep into the litter or into the air is not treated in time, and the Brucella in the feces enters the air to form infectious aerosol particles which infect humans through the respiratory system. Studies have shown that dust in sand and air may carry Brucella and can be transmitted by inhalation of infectious aerosol particles [19] . Unlike contact with abortion products, contact with feces is an indirect method for the confirmed and suspected cases, and infection of the respiratory tract by Brucella is the main route of fecal transmission. However, we could not provide the follow-up findings and repetition results of serology in the suspected cases with respiratory findings. Additionally, physicians pay more attention to suspected cases and possibly inquire further about contact information from these cases. These reasons may provide an explanation for feces being a risk factor for brucellosis in the suspected cases.
During the epidemiological investigation in Songyuan, we found that sex, farmers, and herdsmen were also risk factors for brucellosis in both the confirmed and suspected cases. Interestingly, constituent ratios exhibited an increasing tendency from the confirmed cases to the suspected cases to the people without brucellosis, in student, officers and people with senior middle school education or undergraduate and above education (Table 2) .
After comparing the clinical symptoms, we found that the constituent ratio of the pyrexia cases exhibited a decreasing tendency from the confirmed cases to the suspected cases to the people without brucellosis (Table 4) . Because the constituent ratio of pyrexia in the suspected cases was significantly higher than that in the people without brucellosis (P < 0.001), physicians should pay much more attention to pyrexia in suspected cases.
The authors, Basappa G. Mantur [6] , and Wand Yi [13] performed retrospective studies and found cases misdiagnosed with brucellosis. Intriguingly, Catherine Kansiime [20] performed a prospective study and found that 31.8% of suspected cases ultimately develop brucellosis. These results further confirm that suspected cases remain at risk of brucellosis.
This study has limitations. We found that age (14-86) was a risk factor for brucellosis in the confirmed cases 
